Sir2
Sir2-S tubulin A B Supplementary Figure 2 Sup. Fig. 2a : WT Sir2, point mutants and SUMO fusion are expressed stably. KRY 788 was co-transformed with indicated plasmids and SIZ2 and total protein was extracted and western blots were performed with anti-Sir2 antibodies. Similar amounts of Sir2 were detected in all strains. Sup. Fig. 2b : Expression of Sir2 and all modified forms of Sir2 encoded by plasmids is comparable to genomic copy. Total protein was extracted from indicated strains and western blots with Sir2 antibody were performed. WCE along with 2 fold dilution of each sample was loaded; same blot was developed with anti-tubulin antibodies as loading control. Sup. Fig. 2c : Sumoylation of Sir2 is Siz2 dependent. Ni-NTA pull down from sir2Δ (KRY758; lanes 2-5) or sir2Δsiz2Δ (KRY878; lanes 6-9) expressing the indicated plasmids was performed. The slow moving sumoylated Sir2 band is detected only in strains carrying wild type Siz2. In addition, since double mutants have only one sumoylatable site and that modification cannot be detected in siz2Δ confirms that the modification is sumoylation. Whole cell extract from WT and strains expressing Si2r-SUMO are shown for comparison 
